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I, Takahiea, Han&da, declare as follows; 
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1. I aw one o#v ttoe co-inveattorc of the indention claimed In 
the above -referenced application. I have carried out 
cowj>arative teats vhich are fully described herein, to 
support .enablement of che invention, and to show 
unea«>ected superior properties of the compounds of the 
present invention over U.S. Patent 4,670, 5SS to nekeyser 
et al. 

2. A Formalin assay «aa conducted either by myself o* under 
my supervision and control to show that the . present 
invention ie effective in treating pain. In the assay, the 
analgesic effect of the confound of claim l, particularly 
cowpound #54 was tested. In the test, tnice were 
anesthetized lightly with halo thane. 20 y.1 of 3% formalin 
solution waa injected subcutaneously into the dorsal 



surface of the left hind paw of the mice. The mice were 
then placed in an observation chamber. Compound #54 was 
intravenously administered to the mice ;fust before the 
formalin injection. The mice demonstrated pain related 
licking and biting- behavior. These responses were measured 
during the first five minutes after the formalin 
injection- The example Compound #54 reduced the pain 
related licking and biting bebaviow in the mice. This 
result Indicated that compound 554 has an analgesic 
effect* The results axe shown in Table 1 attached hereto. 
An BftB assay was conducted with Levis rats. The Levis rate 
were i-waund^ed s.c. in each hind foot with 25 /a of 
inoculum containing 50 ftl MB* emulsified in Preund"e 
complete adjuvant containing W. tuberculosis. Thereafter, 
a vehicle (methyl cellulose (mc)) or example compound #1 
was administered to the rate. On day 7 , post immunization/ 
ISO and 3000 mg/feg of each were administered twice daily 
p.o. This administration continued up to and including day 
16, post-immmization. Changes in body weight and 
neurological scores- were monitored- everyday. The results 
are demonstrated in Table 2 attached hereto. Compound #1 
was shown to be effective in eliminating paralysis and an 
unstable gait 'in the rate. The results indicate that 
Compound #1 is effective in treating epilepsy. 



» 



4. Comparative in vitro and in vivo tests were conducted 
utilising example confounds 1, 33, 34, 42, 5ft, 61, 66 and 
68 listed in the apecification. Toe in vitro assay was 
conducted in the same manner as in the specification at 
pages 107-108'. The results of the in vitro aapay are 
reported in Table 3 attached hereto. Bxantples 2, 5, 5, B, 
14, 27, 38 a»d 219 of U.S. Patent 4,670,555 to Deieeyser et 
al. were also taated in the same manner. The results of 
the in vitro assay are also reported in fcabl* 3. The 
ccra5>ar«.tive results derosnstrato that the IC50 values for 
the compounds of the preoent invention are unexpectedly- 
superior to^the corapounds in Dekeysar. 

An in vivo assay was conducted to - test the above- 
mentioned compounds of the invention against the above- 
nentioned eottrpounds of Dekeyser. Che ±a vivo assay vac 
conducted in the same wanner aa the in vivo assay 
described in thfc specification at pages 112-113. The 
action of the test compound was judged by the presence or 
absence of ^ttnriii the mice, total of six mice were 
tested. The results are reported in Table 3 in terms of 
the number of mice out Of 6, that actually had 
The results of ttw in vivo assay demonstrate that the T ' w - 
compounds of the present invention are more effective in 
reducing ammnm than the compounds of Dekeyser et al. 
These results were unexpected. 



I hereby declare that all statements made herein of my 
own knowledge are true, statements made on inforroaticn 
and belief are believed to be true to the best of ray knowledge. 
These statements were made with the full knowledge that 
willfully providing £*le e statements and the liJce we 
punishable *>y and/or iraprieoaxmenr under Siooi of 

•Title 18 of the United State* Code, and that willful 
false statements *^y jeopardize -the validity Of the 
application or any patent that way scant therefrom. 
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mice 



t«iI6ws/J« rfxht compound was a&tinSsfismi to ewh mw* 
C^Oo^te rfth= ooawourd A<Wafeter*j to each nwt** 



